FIGURE S1.-Silencing is not established at an HMLa locus without passage through S phase. (A) Experimental outline. The scheme for this experiment is similar to that described in FIGURE 1, except that HMLa sir3-8 strains (JRY19 or JRY25) were synchronized in G1 phase by aF at 34 o C, then shifted to 23 o C, either with F for G1 phase arrest, or released into fresh YPD to allow for cell-cycle progression. (B) DNA content. Samples for G1 phase arrest were withdrawn at the time points indicated, and their DNA content monitored by flow cytometry. (C) HMLa1 expression. RNA was extracted at the indicated time points from both G1 phase arrested and released samples, subjected to RT-PCR, and quantified by real-time PCR. The HMLa1 RNA level at the 0 h time point, normalized to either an 18S rRNA or the ACT1 internal control, was set to 1.0. The average of two independent experiments is shown. Also shown is the RNA level for cells grown at 23 o C for 11 h after release from aF (labeled O/N). 
